Selective staining and CLSM imaging (cont.). Table 1 : Excitation/emission ranges of the stains used in this study.
the culture medium could potentially cause artefacts in the observed cell fluorescence (due to more rapid uptake compared to macromolecular conjugates), the levels of free TxRd ® in the cell culture medium was analysed via PD-10 chromatography in specific experiments at the end of the incubation period. A sample of the culture media was added to the PD-10 column (0.5 ml) as described previously. Control experiments included addition of the equivalent concentrations of "free" TxRd ® cadaverine (0.052 μg ml -1 , equivalent to 6% TxRd ® -OligoG conjugate) to the biofilm CLSM assays.
Ability of OligoG to potentiate the effect of erythromycin and tobramycin in
Minimum Inhibitory Concentration (MIC) assay. P. aeruginosa NH57388A was grown overnight in TSB and adjusted to 10 8 cfu ml -1 (~OD600 -0.08; equivalent to 0.5 McFarland standard). Two-fold antibiotic serial dilutions were prepared in MH broth ± 0.5, 2, or 6%
OligoG in flat-bottom 96-well microtiter plates (100µl in each well). The bacterial cultures were diluted 10-fold in MH broth, and 5 µl was added to the antibiotic serial dilutions to give a final concentration of 5x10 5 CFU/ml. Plates were incubated at 37°C for 18 h and MICs determined as the lowest concentration at which there was no visible growth.
Molecular dynamics (MD) simulations.
MD simulations were performed using GROMACS 4.6.5 software and the AMBER03 protein and nucleic AMBER94 force-fields.
Structures were boxed and solvated using the GROMACS modules 'gmx editconf' and 'gmx solvate'. The two DNA helical strands were placed centrally in a box and solvated using TIP3P
(transferable intermolecular potential with 3 points). (EDC) and N-hydroxysulfosuccinimide (sulfo-NHS) as zero-length crosslinking agents. b Quantification of TxRd ® -OligoG and unbound TxRd ® using PD-10 column analysis of supernatant from biofilms grown for 24 h in MH broth, followed by 24 h treatment with TxRd ® -OligoG (0.5%, 2% or 6%). c CLSM 2D imaging (a single optical section taken close to the bottom of the biofilm; scale bar, 10 µm) of P. aeruginosa (NH57388A) biofilms grown for 24 h in MH broth, followed by 24 h treatment with 6% TxRd ® -OligoG or TxRd ® only (*equivalent to 6% TxRd ® -OligoG conjugate), with the respective MH only control. Fig S3) , using COMSTAT image analysis of the corresponding biofilm CLSM 3D zstack images of a biofilm formation (biofilms grown for 24 h in MH broth ± TxRd ® -OligoG, 0.5%, 2% and 6%) and b biofilm disruption (biofilms grown for 24 h in MH broth, followed by 24 h treatment of TxRd ® -OligoG, 0.5%, 2% and 6%). 3D CLSM imaging showing aerial (scale bar, 20 µm) and side views (scale bar, 15 µm) of P. aeruginosa (NH57388A) grown for 24 h in MH broth, followed by 24 h treatment of only MH broth control or TxRd ® control 0.052 µg/ml [*equivalent to 6% TxRd ® -OligoG conjugate] imaged with SYTO ® 9 staining. *P <0.05 was determined by comparison to the untreated control. Error bars represent the standard deviation of the data set (n=3). aeruginosa (NH 57388A) biofilm supernatants from established biofilms (biofilm disruption assay) grown at 37 o C in MH broth for 24h, followed by 24 h treatment of ± OligoG (0.5%, 2% and 6%) *P <0.05 significance was determined by comparison to the untreated control. Error bars represent the standard deviation of the data set (n=3). 
